[Abstract] In glomerular disease, podocytes and parietal epithelial cells (PECs) are shed in the urine.
immunoenzyme staining. SurePath TM liquid-based cytology was developed as a replacement for the conventional sample preparation method because of its better cell preservation and higher cell recovery rate. SurePath TM allows the possibility of standardization and quantitative evaluation, and this system can be operated manually without machines. Furthermore, immunoenzyme staining using the WT1
antibody is performed in most pathological laboratories. Therefore, our method can be an inexpensive, simple, and internationally standardized method for the detection of urinary podocytes and PECs. 4. In the case of female samples, prior cleaning of the urethral meatus using saline soaked gauze balls before urine collection is preferable to prevent contamination by cells from the vulva.
Materials and Reagents
Additionally, samples collected during menstruation are not suitable for our method.
B. Cytology specimen preparation (SurePath TM liquid-based cytology)
The principle underlying the SurePath TM system is gravity sedimentation and electrical adhesion. In brief, the settling chamber is clamped to a positively charged slide, and the cell suspension is added.
Gravity then settles the cells onto the slide, and the positively charged slide is combined with negatively charged cells (Figures 1 and 2 ). 1. Stir the whole amount of urine with a medicine spoon to make it homogeneous.
2. Distribute 10 ml of the homogeneous urine into a none-sterilized 15 ml conical test tube.
3. Spin at 800 x g for 5 min in a swing-type centrifuge. 6. Fix the sample for at least 30 min.
7. Centrifuge the specimens at 800 x g for 5 min and remove the supernatant.
8. Add 6 ml of distilled water to the sediment and resuspend it for 10 sec with a vortex mixer.
9. Centrifuge the specimen at 800 x g for 5 min and remove the supernatant.
10. Add another 300 μl of distilled water to the sediment and resuspend it for 10 sec with a vortex mixer.
11. After resuspension, transfer the entire amount of the specimen to a settling chamber and mount on a slide for 10 min.
12. Invert the slide rack and discard the supernatant.
13. Rinse the inside of the settling chamber with 95% ethanol.
Note: Do not apply 95% ethanol directly to smears (Figure 3).
14. Invert the slide rack and discard the 95% ethanol. 
